A versatile plasmid cloning vector pRL60 carrying kanamycin/neomycin resistance replicates in various Amycolatopsis mediterranei strains and Escherichia coli has been constructed. This cloning vector has been derived from a hybrid plasmid pRL50, which was developed by cloning ermE from pIJ4026 into a pRL1 derivative pULAM2. While cloning ermE into the BamHI site of pULAM2, only a hybrid plasmid pRL50 with an additional copy of pULAM2 was selected. Thus pRL50 (18.7kb) contained two copies A. mediterranei DSM 40773 through electroporation and selected under erythromycin resistance, the plasmid underwent a spontaneous deletion of 8.5kb fragment resulting in the formation of plasmid pRL60. pRL60 (10.2kb In order to clone an effective selective marker gene, a derivative of plasmid pRL1, pULAM2 and ermE of Saccharopolyspora erythreae from pIJ4026 ( Fig. 1) were chosen. pULAM2 has been derived from pRL1 and was used for transforming Nocardia lactamdurans23). The detailed strategy used for the construction of pRL60 is shown in Fig. 1 . In order to develop a plasmid cloning vector with two was linearized by digestion with BamHI and ligated with eluted 1.6kb BglII fragment carrying the ermE gene from pIJ4026 ( Fig. 1) . After transformation into E. coli GM2163, transformants were selected on kanamycin containing plates (Fig. 1) . Around 500 transformants were screened through colony hybridization using probe. Out of several clones which gave strong positive signals only one clone was finally selected. Plasmid DNA from this clone was isolated and termed pRL50. The presence of the ermE insert and two copies of pULAM2 in pRL50 (18.7kb) was confirmed by restriction digestion and Southern blot hybridization. Restriction mapping also determined the size of pRL50 to be approximately 18.7kb (Fig. 1 ). Linearized plasmid pULAM2 was ligated with eluted ermE fragment of pIJ4026 and transformed in E. coli GM2163. The transformants were selected under kanamycin pressure and subjected to colony mediterranei DSM 40773 through electroporation and selected under erythromycin pressure underwent deletions and rearrangements resulting in the formation of plasmid pRL60 (Dotted lines indicate the region deleted from pRL50 to form pRL60). through electroporation and transformants were selected on erythromycin containing plates. Interestingly, all the transformants which appeared, showed the presence of a plasmid, termed pRL60 (10.2kb) which was formed due to a spontaneous deletion of 8.5kb DNA fragment from pRL50 (18.7kb). The deletion was very precise as always a specific fragment of DNA which included a region starting from 9kb to 17.5kb was deleted from pRL50 resulting in the formation of pRL60. pRL60 thus had a size of 10.2kb (Fig. 1) . The BamHI site of pRL60 can be used for cloning. In this study the transformation protocol was optimized only for A. mediterranei DSM 40773 which was found to be more prone to genetic manipulations as compared to the other strains. The mycelial suspension of A. mediterranei DSM 40773 was first pulsed at various field strengths and pulse durations. Increasing electric field strength as well as pulse duration resulted in high rates of cell mortality. For instance, at an electrical field strength of 10kV/cm and pulse duration of 12ms, cell Stationary phase (A600, 1.2) mycelial suspension cuvette. Electric field strength of 5, 7.5 and 10kV/cm were generated by directing 1, 1.5 and 2.0kV of tively, with a parallel resistance of 200, 400, 600, 800 calculated as the ratio of CFU (colony forming unit) after electroporation to the total number of CFU subjected to electroporation. viability dropped to 40% (Fig. 2) . The transformation efficiency increased with the increase in field strength up to 7.5kV/cm. However, further increase in field strength, decreased the transformation efficiency (Fig. 3) . Effect of pulse length on transformation efficiency was also delivery. We also expect the pRL derived vector and transformation protocol to be successfully applied to the transformation of several other species of Amycolatopsis particularly some of the rare species for which genetic transformation systems are difficult to establish.
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